Activation of peripheral T cells resulted in enhanced fusion with X4 HIV-1 env-expressing cells without increases in the surface CD4 or CXCR4. Biochemical methods and biological assays were used to correlate the increased fusion of activated T cells with changes in CXCR4 isoforms and CD4-CXCR4 association. CXCR4 species with molecular weight of 47, 50, 62, and 98 kDa were identified in resting T cells by western blot. Stimulation with PHA/IL2 induced a reduction in the 47 kDa, and an increase in the amounts of 50 and ubiquitinated 62-64 kDa CXCR4, and in the co-precipitation of the 62 kDa CXCR4 with CD4. Striping of CD4 from the cell surface prior to cell lysis only partially reduced co-precipitation of CD4 with the 62 kDa CXCR4, revealing a pool of intracellular CD4-CXCR4 complexes. Brefeldin A and monensin reduced co-precipitation of CXCR4 with CD4, suggesting that late endosomes play a role in intracellular association of CXCR4 with CD4. Our data demonstrated a correlation between the enhanced susceptibility of activated T cells to HIV-1 fusion and an increase in CXCR4-CD4 complexes that may shuttle between late endosomes and the cell surface. 
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